K

4 FEAR R

FAL (R Ry EF) ()

L.

¥R F S

7N

b K B & 2251 &5

PR GO AL 20214835 24 H

ARG OB AREETIR ERA

AL BRI 65 55 1% Y

AL Fm 30 H

cortex

4N

i 3

)

®ER

Jepe

* & [E2RE

PR R HR
HH OHET

PR R HR
HH K

BB PR R
A 1]

Characterization of inhibitory connections originating from

CCK/CBl-positive interneurons in mouse primary visual

AR KT E R TR R

Hx




(B 3)
BEwmXDER

K = N
i 3L B H  Characterization of inhibitory connections originating from CCK/CB1-positive

interneurons in mouse primary visual cortex

In the cerebral cortex, there are various subtypes of inhibitory interneurons present.
Perisomatic inhibition is mediated by two classes of interneurons that express either the
neuropeptide cholecystokinin (CCK) or the calcium-binding protein parvalbumin (PV).
Inhibitory synaptic connections originating from PV interneurons are strengthened after
eye-opening during postnatal development in the primary visual cortex (V1), leading to
the opening of critical periods of experience-dependent plasticity. It has been reported
that CCK-positive interneurons express cannabinoid receptor type 1 (CB1), which plays
an important role in the development and plasticity of V1. However, functional synaptic
properties due to the CCK/CB1l-positive interneuron subtype in V1 and their
developmental process remain unclear.

In this thesis, the proportion of interneurons expressing CCK and CB1 in each
layer of mouse V1 were first examined by immunostaining for proCCK, a precursor of
CCK, and CB1 using VGAT-Venus transgenic mice that had all interneurons labeled by
Venus. The percentage of proCCK/CB1 double-positive cells were less than 5% in all
layers at two different ages (postnatal 12—-13 days, [P12-13] and P21). Additionally,
some percentage of interneurons were proCCK-negative but CB1-positive P12-13,
while these interneurons were almost undetectable at P21. These immunostaining
results demonstrated that the proportion of CCK/CB1-positive interneurons was quite
small in V1.

Electrophysiological analysis targeting CCK/CB1-positive interneurons in V1
appears difficult, owing to the small number of this interneuron subtype. Thus, CCK-

IRES-Cre; DIx5/6-Flpe; RCE-dual mice were used, which were expected to express



green fluorescent protein (GFP) only in CCK-positive interneurons. Immunostaining for
interneuron subtype marker proteins was conducted to confirm the subtypes of the GFP -
positive cells found in these triple transgenic mice. At P21-24, cells expressing either
proCCK or CB1 accounted for half of the total GFP-positive cell; however, PV,
somatostatin, and neuropeptide Y (NPY) -positive cells were also present in a non-
negligible proportion. None of the somatostatin-, PV-, or NPY-positive cells expressed
CB1, suggesting that CCK/CB1-positive cells can be separated from other interneuron
subtypes by CB1 immunostaining. The percentage of CCK/CBL1 double-positive cells in
the GFP-positive cells was much higher in the triple transgenic mice than in the VGAT-
Venus transgenic mice. Therefore, to analyze functional synapses originating from
CCK/CB1-positive interneurons in V1, GFP-positive cells in the triple transgenic mice
were recorded using whole-cell patch-clamp techniques, and the recorded interneuron
subtype was confirmed using post hoc immunostaining for CB1.

To investigate developmental changes in inhibitory postsynaptic currents
(IPSCs) from CCK/CB1-positive interneurons to pyramidal cells, dual whole-cell patch-
clamp recordings were conducted from these cells residing in layer 2/3 of V1 slices
prepared from the mice at three developmental stages: P10-13, before eye-opening;
P15-18, just after eye-opening and P21-25; during critical periods of visual response
plasticity. The majority of recorded GFP-positive neurons demonstrated non-fast
spiking (non-FS) firing patterns at all ages. Most of the non-FS cells were CB1-positive
and some were somatostatin-positive. All GFP-positive cells with FS firing patterns
were CB1-negative. Inhibitory connections from CCK/CB1-positive interneurons were
detected in 41.4% of the recorded pairs at P11-13. The percentage decreased during
development, and only 12.9% of the pairs were connected with inhibitory synapses at
P21-25. In some experiments, the recorded cells were immunostained for proCCK in
addition to CB1. The connection probability from proCCK-negative but CB1-positive

cells to pyramidal cells tended to be higher than that from proCCK/CB1-double positive



cells, suggesting that the high connection probability at P11-13 may be owing to
presence of many inhibitory connections from proCCK-negative but CB1-positive cells
found only at P11-13. Finally, the IPSCs from the CCK/CB1-positive interneurons were
characterized. There were no significant differences in amplitude, kinetics, and the
paired-pulse ratio of the IPSCs among the three age groups. At all ages, the success rate
of inhibitory transmissions was quite low. In contrast, IPSCs originating from FS cells
or somatostatin-positive cells to pyramidal cells had high success rates. These results
suggest that inhibition of CCK/CB1-positive interneurons is unreliable irrespective of
age. The regulation of inhibitory synaptic transmission from CCK/CB1-positive cells
by CB1 activation was also examined. It was observed that the application of CB1
agonist significantly decreased IPSC amplitude and success rate, while CB1 antagonist
tended to have opposite effects. These electrophysiological results suggested that CCK
neurons were involved in perisomatic inhibition in V1 when inhibitory connections from
PV neurons were immature before eye-opening.

In conclusion, a method to identify CCK/CB1-positive interneurons in mouse
V1 by combining the use of transgenic mice with marker protein expression analysis
was established. Using this method, it was detected that inhibitory connections from
CCK/CB1-positive interneurons to pyramidal neurons decrease during postnatal
development and that synaptic transmissions are less efficient at all ages and modified

by CB1.
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KWWk 2 I T 5 4 T OMEENEMIE S GEEST 2., BT #4452
RIS S E2EL2AEMEY 751 73, 3LV AMF22 (CCK) 2% BT 5 CCK#
RENNTTINTI (PV) 2BBEITH5PVHMIRO2ETH S, ZNETIZI—KEEETIC
BWTPViMiRHEROWHEMESF T AT, ERBEMNORIBRICHELEIND Z &34
S5NTWn5S, CCKEHEMRIZIZ FA>FE 1 F2%AK (CB1) 2RBELTHO, CB1
REIYTDATIIHEE T EENREINLSENS, RO ZICHESEL TS A M
WHBHMN, CCKEMHEMBEEBROMEME S F T AKEOHEHECHZBRIIAHTH S /-,

HEFEFIZ, £7, IXTOMHEMBEAREENZ2HERIT 5 VGAT-Venus F5 > A2 ¢
ZwIRTAZEZHOWTHRERAZITL, HEHNO CCK BEMED» M Z2#M 7=, CCK
B R 2 MM DS B S% R ST TH O . ZDEFEAEN CBL Z/-REHL T,
- T, KINEHEO CCK BHEMIZIS<APETH D, VGAT-Venus YT AZHANWT I+
TAREBRERFNICETT20EREEEZ SN/, 2T CCK BHENTEMEE
RINIZIE#E T 572912, OCCK-Cre Y7 A, @WWHI MM EIRNIZ Flpe ZHRHIT 2
D1x5/6-Flpe ¥ A, @Cre & Flpe ®#FIZL D GFP 2% ¥ 3 % RCE-dual Y™ A &%
RLAESERNI VAV I IRIAEA NG, 2O T ZADKMEE T 42D GFP
B % i Kl 7% CCK/CBL1 # BB L TWiz, 2O ™ AN GFP MO izt CCK B
MRLADONTTEMIE D ZFTENT /2O T, GFP BEHEM 25— )LV ad & U1k >
FTTAGREBEZRANT=R., BB MEENI T FOREBL, RERALHLIETDODESRZ &
T, CCKIEtkMilRZzMET 2 Z &IZL =,

ERORTADOETEHENSBEAT A AEARZEML., T0 2/3 BizdH D GFP B
fo O #AMIE KL VRS- R&EZTW., AHES F T AHEERHALONDEE
ZM Tz, % 11-13 Hills Tid CCK/CB1 B 4 # fa 7330 68 o $f A il g & oo B 3 4 2 -
T2AEEMABENDEEEHN4ABTHo=0, B IEBETICZOEHENH 1HITETF
L7z, BT NSRELMEET -7 2A%ER (IPSC) DRESLFIT 4 7 A, 53
DRI RITERITKE L 2 BEAS N o k., £/, CCK/CBL BHMEN S O
FIERZETIZ R FTE A RICLoTHESNZ. LLEOEENS. BIERTO R
HEY T CCK/CB1 BHMBRIIEEHENOMBIMEREZHS FTESNHEMRTH S 2
EMRBEE N,

AKX, FPIATIZwIRTR, REREG, BREEETEEZHAGDODET, <
TAKMEEREETICHBITS CCK/CBl BEAEMEY 7Y 1 7O F 7T AGEED R
MEHONILAEDBDTH D, £, OV THA TRAERTREOYNBOMBICEET 5
EERLTBY, HEBOREEZHMT S LT, BERREEEZONS. M EOREMN
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